This study was to evaluate the quality consistency of glycyrrhiza extract and to explore the possible anti-oxidant components in combination with chromatographic fingerprint and bioactivity evaluation. Characteristic fingerprints of glycyrrhiza extract samples from different sources were generated by high performance liquid chromatography with diode array detector (HPLC-DAD) and evaluated using hierarchical clustering and similarity analysis. Compared with the conventional qualitative similarity evaluation method, the averagely linear quantified fingerprint method had an important quantitative similarity parameter supported by quantitative analysis, which was recommended in the fingerprint evaluation. Antioxidant activities of the glycyrrhiza extract samples were determined by DPPH (2, 2-diphenyl-1-picryldrazyl) radical scavenging assays. In addition, the fingerprint-efficacy relationship was investigated by the chemical fingerprints and the anti-oxidant activities utilizing partial least squares model, which was capable of exploring and discovering the bioactive components of glycyrrhiza extracts. Therefore, the present study provided a powerful strategy to evaluate the holistic quality consistency of medicinal plant.
, gas chromatography (GC) 22 , liquid chromatography (LC) 2 and high-speed countercurrent chromatography (HSCCC) 23 , have been applied to establish fingerprints of HM. Among these detection methods, HPLC is preferred due to its high reproducibility, sensitivity, adaptability for a wide range of samples.
Conventional chromatography fingerprinting methods are typically used in authenticity and identification 24, 25 , which are mostly analyzed for qualitative similarity among the samples, and lack the quantitative evaluation of the fingerprints. The capability of fingerprinting in quality control of HM has been verified 26, 27 , nevertheless, multi-component quantification is not credible in situations where certain medicinal ingredients are ignored. But this is not the case currently. Now, this stalemate has been broken. Quantitative similarity analysis (Averagely linear quantified fingerprint method, ALQFM) has recently been developed as a measure to detect the difference in the quantitative contents of powdered poppy capsule extractive by Zhang et al. 28 and compound liquorice tablets by Zhang et al. 29 . In this study, ALQFM was used to the identify complex multi-component system (e.g., glycyrrhiza extract, GE) by qualitative similarity evaluation and secondly quantified GE samples from an overall mode. Simultaneously, the average linear quantitative similarity (P L ) and the content of six bioactive components showed a high correlation, suggesting that P L was a low consumed and highly effective alternative to any multi-marker quantitative analysis. In addition, hierarchical clustering analysis (HCA) was also used for chromatographic fingerprint analysis to support the qualitative similarity assessment of GE samples with its strong discriminating ability. Nevertheless, chemical fingerprinting alone only improves quality control, and the key components of GE samples curing diseases are still unclear.
As is well known, the imbalance between the reactive oxygen species and production of antioxidant enzymes will induce oxidative stress 30, 31 . Consequently, we should preferentially find natural, safe and effective antioxidants (food/medicine) that can protect the human body and slow the progress of many diseases, including cancer, which is associated with an increase in free radicals due to cell oxidation 32, 33 . In addition, the development of rapid, quantitative and qualitative detection techniques is crucial. However, the batch DPPH assay has limitations such as high consumption, labour intensive and time consuming. Flow injection analysis (FIA) was ideally suited for automated analysis and had been successfully applied to rapid screening of food and pesticide [34] [35] [36] . As a kind of homologous medicine and food, licorice has high research value. The compositions of GE, including flavonoids, saponins and other compounds, have a common pharmacological activity, i.e., antioxidant activity [37] [38] [39] . In order to evaluate the antioxidant activity of licorice flavonoids, Liu et al. 40 detected a significant decrease in the levels of three oxidative stress markers (NO, GSH and SOD) in colon, indicating that licorice flavonoids had strong antioxidant activities. So far, there has been no reports on the relationship between the chemical fingerprints of GE samples and their antioxidant activities, from any localities. Therefore, this could be a valuable study that contributes to the use in human nutrition and also helps prevent and treat diseases.
The present study was undertaken to characterize and quantify GE samples, as well as to assess their antioxidant potential. In addition, this study combined the chemical fingerprints and antioxidant activities utilizing partial least squares regression (PLS) model for exploring potential bioactive components in GE samples. The approach offered an effective and powerful way to evaluate the quality of GE samples.
Materials and Methods

Chemicals and materials. Phosphoric acid (HPLC-grade) was obtained from Kermel Chemistry Reagent
Co., Ltd., Tianjin, China. Sodium 1-heptanesulfonate was supplied from Zhongmei Chromatographic Co., Ltd., Shandong, China. Acetonitrile, anhydrous ethyl alcohol and methanol (HPLC grade) were acquired from Shandong Yuwang Pharmaceutical Co., Ltd., Shandong, China. 1,1-diphenyl-2-picrylhydrazyl (DPPH) was provided from Sigma-Aldrich (Steinheim, Germany). All other chemicals and de-ionized water were of analytical grade. GE samples (S1-S30) were obtained from different manufacturers in the market (China) , which were produced from Shanxi, China (Manufacturer A, including S1~S10) and Xinjiang, China (Manufacturer B, including S11~S20; Manufacturer C, including S21~S30), respectively. Reference standards of GLA, LQA, LQG, ISS and ISG were acquired from Shanghai Winherb Medical Technology Co., Ltd., Shanghai, China. LQT were supplied by the National Institutes for Food and Drug Control. The structures of the six investigated compounds were shown in Fig. 1A .
Sample preparation and HPLC analysis. To obtain GE solutions, approximately 0.56 g of the GE sample was accurately weighed and transferred into a 50 mL volumetric flask. After addition methanol/water/ phosphoric acid (160:40:1, v/v/v), the flask was transferred into an ultrasonic cleaning bath for extraction for 20 min at 45 °C. Afterward, the supernatant was filtered through a 0.45-µm Millipore membrane and the filtrate was collected as sample solution. The standards solution was prepared by accurately weighed amount of GLA, LQG, LQA, LQT, ISS and ISG and dissolved with methanol, respectively. All solutions were stored at 4 °C in the dark until analysis. Similarity analysis. ALQFM is a mathematical data processing method based on fingerprint vector, which contains the quality and quantity analysis of fingerprints. Meanwhile, the quality level of evaluation criteria can be applied to read the evaluation results more intuitively and easily. The visualization analysis process for ALQFM was shown in Fig. 2A .
, where x i and y i are the ith peak area, serve as sample and reference fingerprint vector, respectively. Average linear qualitative similarity (S L , Eq. 1) can clearly reflect the degree of similarity in the chemical compositions of the sample fingerprint and reference fingerprint in terms of distribution ratio. To describe apparent and calculated similarity, slope of linear equation (b, Eq. 2) and apparent content similarity (R%, Eq. 3) are calculated after weight-corrected by m S (the weight of each GE sample) and m R (the average weight of 30 GE samples). The closer R% and b are to 1, the more similar the sample fingerprint vector is to the reference fingerprint vector. Fingerprint variation coefficient (α, Eq. 4), a statistical error, is calculated using R% and b, which can reflect the accuracy of the model. Average linear quantitative similarity (P L , Eq. 5), an important quantitative parameter, is employed to monitor the overall content of all fingerprint components in the sample fingerprint. Accordingly, α, S L and P L are combined in the averagely linear quantified fingerprint method (ALQFM) to evaluate the quality of TCM (8 grades listed in Supporting Information Table S1 ). Generally, samples with the grade ≤ 5 were recommended as the qualified ones.
( ) Antioxidant activity assay. The radical scavenging property was measured on HPLC system (HPLC-1) mentioned in "2.2 sample preparation and HPLC analysis" section at a flow rate of 0.4 mL/min. 1 μL GE sample carried by mobile phase (A/B, 50/50, v/v) reached to a hollow polytetrafluoroethylene pipe (PTFE, 5000 mm × 0.18 mm i.d. from Agilent), where the 0.127 mM methanol DPPH solution was delivered via another HPLC system (HPLC-2, Agilent 1100 series) at a flow rate of 0.3 mL/min. Then the negative absorbance was measured with the UV-vis DAD at 517 nm. The test solution was performed in triplicate. Ascorbic acid, known as a well-known antioxidant, was used as a standard antioxidant. Thus, ascorbic acid equivalent (ASAE) was calculated to evaluate the antioxidant activity of GE samples. The linear range was 0.030-0.450 mM (y = 10168x + 10.273, r = 0.9992). The higher the ASAE value, the stronger the antioxidant activity.
Results and Discussion
Methodology validation of HPLC analysis. The calibration curve, including linear ranges as well as the limit of quantity (LOQ) and limit of detection (LOD), regression equation and correlation coefficient (R 2 ) were showed in Supporting Information Table S2 . All the analytes showed excellent linearity (R 2 ≥ 0.9999) over the tested concentration ranges. The LOQ and LOD, which were determined in the range of 0.500-5.000 μg/mL and 0.025-0.125 μg/mL, respectively. The accuracy of the HPLC method was evaluated by using the standard addition method and the average percent recoveries for six investigated compounds ranged from 97.65% to 100.71%, with relative standard deviation (RSD) value less than 1.92%. RSD values of each co-possessing fingerprint peak area were, respectively, less than 3.40%, 1.65% and 2.78% for the stability, precision and repeatability tests. Considering these results, the method was accurate and valid enough.
Compounds content analysis. The content of active ingredient contents in 30 GE samples was simultaneously determined using the established calibration curves (Supporting Information Table S2 ). Based on quantitative results (Table 1) , GLA was found to be the main component in all the GE samples with the average values of 82.798 mg/ g. A large fluctuation in the content of LQG and LQA was observed in 30 GE samples as reflected by RSD of 36.299% for LQG and 36.091% for LQA, respectively. The high RSD value was due to the low levels of LQG and large variation in content of LQA between different manufacturers. Based on analysis of variance (ANOVA), performed by SPSS statistics software (SPSS 19.0 for Windows, SPSS Inc., USA), there was no significant difference in the content of the six components in each manufacturer (P > 0.05). However, LQA, LQG and ISS showed significant differences between Manufacturer 1 and Manufacturer 3; LQA and GLA showed significant differences between Manufacturer 1 and Manufacturer 2 (P < 0.05). The possible explanation for the variation of the contents could be the variability in herbal processes or the regionalization of raw herbs caused by many factors 17, 41, 42 . HPLC fingerprint analysis. The validated HPLC method was successfully used to generate fingerprints of the GE samples, presented in Supporting Information Fig. S1 . Six investigated compounds show different UV absorption as illustrated in Fig. 1B . It is reasonable to believe that the ingredients in the GE samples also have very different absorption behavior. According to previous reports, UV spectra of six reference standards (Fig. 1B) and 3D chromatogram plot (Fig. 2B) , five strong absorption bands (203, 220, 250, 280 and 344 nm) that contained 39, 39, 44, 30 and 19 co-possessing peaks (Supporting Information Fig. S1 ), respectively, corresponding to the flavonoids and triterpene saponins 29 . In order to perform quality control of HM, it is necessary to establish a chromatogram with comprehensive composition information. However, for the complexity of HM compositions, it is difficult to accomplish this at a single wavelength. Therefore, fusion fingerprint 43 capable of synthesizing enhancing signal response and rich fingerprint information was absolutely necessary. As shown in Fig. 3 , typical fusion HPLC fingerprints of 30 GE samples had similar chemical profiles with some common chemical compositions. Next, GE sample fingerprints and the reference fingerprint (RFP constructed by taking the average of the GE sample chromatograms) were imported to an in-house software "Digitized Evaluation System for Super-Information Characteristics of TCM Chromatographic Fingerprints 4.0" (Software certificated NO. 0407573, China) to calculate the quality evaluation results as presented in Table 2 . Table 2 showed that except S6 (grade 5), the fusion fingerprint grades exhibited some fluctuations compared with the results at each wavelength. The resulting fluctuations may be caused by differences in response intensity and number of fingerprints at each wavelength. Consequently, the fusion fingerprint evaluation strategy is comprehensive and indispensable for avoiding potential deviations from single wavelength. Furthermore, except S18, the remaining 29 GE samples had α < 0.30 and all of the 30 GE samples had S L > 0.80, indicating that the samples were similar in the distribution and number of chemical compositions. Based on the qualitative parameters S L and α, the quality grades of 29 samples should be within 1-5. In fact, at 203 nm, S9 and S13 were judged to be outliers (8 and 6 respectively) combined with quantitative parameters (48.3% and 139.2%, respectively). For fingerprint analysis, a qualitative assessment (an acceptable α < 0.30 and S L > 0.70) should be performed firstly, followed by a further quantitative evaluation (acceptable 70.0% ≤ ≤ 130.0%). Eventually, in this study, the fusion qualities of 30 GE samples were successfully evaluated in terms of the criteria (shown in Table 2 ). The quality grade of S16, S17, S25, S26, S30 were best (Grade 1), those of S8, S19-S21, S23 and S27 were better (Grade 2), and those of S4, S5, S7, S11, S14, S22, S24, S28 and S29 were good (Grade 3), and those of S15 and S18 were fine (Grade 4), except for that of S1-S3, S6, S9, S10, S12 and S13 as moderate (Grade 5) due to their much lower or higher contents. ALQFM provides a reliable and feasible strategy to qualitatively and quantitatively assess TCM/HM fingerprints simultaneously.
Correlation between average linear quantitative similarity and quantitative analysis. In "Compounds content analysis" section, the compounds content in the GE samples were accurately quantitated using chemical reference substances. As discussed in "HPLC fingerprint analysis" section, P L is an important parameter for quantifying all fingerprint components in the sample fingerprint. The relationship between P L and the quantitative content of the six compounds was further explored. The P 6C values (y, average of six component percentages, Table 1 ) were, respectively, plotted vs. the P L values (x, P L −203 nm, P L −220 nm, P L −250 nm, P L −280 nm, P L −344 nm and P L -fusion, Table 2 ) as shown in Supporting Information Fig. S2 . Linear regression shown that the correlation coefficients (r) were all above 0.5435, especially the correlation coefficient between P 6C and P L -fusion, reached an excellent value of 0.8487. This indicated that P L was basically consistent with the quantitative results for the six investigated compounds. Consequently, due to the economic, reliability, feasibility and simplicity advantages of quantifiable fingerprints for HM quality control, which has the potential to replace multi-component quantification.
Hierarchical clustering analysis.
To investigate the internal characteristics of GE samples from different sources, HCA 44 , a powerful multivariate analysis technique, was performed on HPLC fingerprints. HCA was performed using HemI statistics sofware (Heatmap Illustrator, Version 1.0). For the 30 GE samples, the quality grade difference between the fusion and 220 nm results were all within two grades (Supporting Information  Fig. S3 ). Therefore, 220 nm fingerprint was the closest one to the fusion fingerprint and reflected more compound information than any other wavelengths from both qualitative and quantitative aspects. In this study, HCA was performed according to the peak areas of the 39 co-possessing peaks of 30 GE samples at 220 nm. Subsequently, between-groups linkage method and squared Euclidean distance was used as average linkage and a metric to evaluate 30 GE samples similarity. A hierarchical cluster heat-map (Fig. 4) was obtained to represent the dissimilarity (between the different groups) or similarity (within the same group) between 30 GE samples. Two main clusters were produced (Samples S1-S10 collected from Manufacturer A, Shanxi province and S11-S20, S21-S30 collected from Manufacturer B, C, Xinjiang province). The distance between samples in the different cluster was farther than the distance between samples in the same cluster, suggesting that the internal quality characterized by HPLC (Fig. 3) involved comparing the color changes between the 39 co-possessing peaks in Fig. 4 , which might be related to their different biological activities. In particular, the six investigated compounds showed strong color reactions. Thence, in the next part, antioxidant activity of the GE sample was studied.
Antioxidant activity. Antioxidant activity assay based on FIA. Antioxidant activity has been demonstrated to be an effective means of evaluating the biological activity of GE and related products in vitro 45, 46 . To determine the total antioxidant capacity of GE samples, DPPH assays were performed by using the method introduced by Mrazek et al. 36 with slightly modification. In this study, the total antioxidant activities of the GE samples were assessed by the on-line UV spectroscopic DPPH method, where ascorbic acid equivalent (ASAE) values were measured as shown in Table 1 . The results indicated that a majority of the GE samples were found to possess excellent antioxidant activities with an ASAE value above 0.2000 mM; however, S6, S9, S10 and S19 showed lower ASAE values (<0.2000 mM), indicating poor antioxidant activities. In addition, the ASAE values among different GE samples ranged from 0.1365 mM (S6) to 0.2809 mM (S12), showing a 2.06-fold difference in antioxidant activity. By observing chemical fingerprints and evaluation results, the difference in antioxidant activity was not caused by a simple change in the content of one certain component. Therefore, it is necessary to establish a model to investigate the relationship between antioxidant activity and chemical fingerprint.
Relationship between HPLC fingerprints and antioxidant activities.
A correlation model between the antioxidant activities and HPLC fingerprints was established to discover potential constituents with antioxidant capacity. PLS [47] [48] [49] , carried out using SIMCA-P 13.0 software (Umetrics, Sweden), was constructed by the ASAE values as the response matrix Y, and the HPLC fingerprints at 220 nm as the descriptor matrix X to investigate the spectrum-effect relationship. Based on the score plot centered on the data mean (Fig. 5A) , outliers (S6 and S18) were identified and eliminated when constructing the final mathematical model. After excluding the outliers, the rest 28 samples were divided randomly into training and test sets (Table 1) by bootstrap Latin partition method 50, 51 . Bootstrap Latin partition method divided 28 GE samples randomly into four equal parts (7 samples in each part), where one randomly part (7 samples) as test set and the other three parts (21 samples) as training set. The established model achieved an explained variance (R 2 ) of 88.8%, a predictive ability (Q 2 ) of 76.8%, a root mean square error of estimation (RMSEE) and a cross validation procedure (RMSECV) value of 0.0099 and 0.0137, respectively, implying that excellent PLS model was obtained. Furthermore, a satisfactory result with a root mean square error of prediction (RMSEP) value of 0.0294 was obtained, suggesting that this model had a , R 2 = 0.8878, Fig. 5B ) was also established by plotting the predicted ASAE values (x) vs. measured ASAE values (y) of 28 batches of GE samples. It indicated that the measured value was consistent with the predicted ASAE one, and the PLS model had a good predictive ability. The standardized regression coefficients plot (Fig. 5C ) revealed that the majority of HPLC fingerprint components (including six identified peaks LQA, LQT, ISS, LQG, ISG and GLA) appeared to have positive correlation with the ASAE values, indicating the antioxidants in GE samples might be flavonoids and saponins. The overall contribution of each variable to the established model was reflected by variable influence on projection statistics (VIP) values, the larger VIP values (VIP value > 0.5 usually used as a threshold value), the more relevant for variable classification. Therefore, the six investigated compounds showed a strong antioxidant activity. In particular, the three largest variables (VIP value > 1.5) responsible for positive coefficient with antioxidant activity were the change in peak 7 (VIP value = 1.6928), peak 21 (VIP value = 1.6148) and LQA (VIP value = 1.5607) concentration (Fig. 5D ).
Conclusion
To evaluate the quality consistency of GE samples, this study established a multi-prong approach including quantitative fingerprint evaluation (ALQFM), chemometric methods (HCA) and antioxidant activity assay. In quantitative fingerprint evaluation, all the GE samples showed similar S L and α; however, P L were able to identify the differences among the different samples due to the variations in the chemical contents. Moreover, P L was highly correlated with the content of the six investigated compounds, indicating that ALQFM had the potential to replace quantitative analysis to quantify complex HM systems. HCA had the ability to distinguish GE samples from different sources; however, the active ingredients in GE samples could not be clearly indicated. Therefore, with the help of chemometric approaches (PLS), fingerprint-efficacy relationship obtained by the rapid spectroscopic DPPH method was established for exploring the possible anti-oxidant active components in GE sample. The strategy proposed in this study provides a powerful, effective and practical method to evaluate the quality consistency of GE samples.
